Traditionally, in vitro stem cell systems have used oxygen tensions that are far removed from the in vivo situation. This is particularly true for the central nervous system, where oxygen (O 2 ) levels range from 8% at the pia to 0.5% in the midbrain, whereas cells are usually cultured in a 20% O 2 environment. Cell transplantation strategies therefore typically introduce a stress challenge at the time of transplantation as the cells are switched from 20% to 3% O 2 (the average in adult organs). We have modeled the oxygen stress that occurs during transplantation, demonstrating that in vitro transfer of neonatal rat cortical neural precursor cells (NPCs) from a 20% to a 3% O 2 environment results in significant cell death, whereas maintenance at 3% O 2 is protective. This survival benefit translates to the in vivo environment, where culture of NPCs at 3% rather than 20% O 2 approximately doubles survival in the immediate post-transplantation phase. Furthermore, NPC fate is affected by culture at low, physiological O 2 tensions (3%), with particularly marked effects on the oligodendrocyte lineage, both in vitro and in vivo. We propose that careful consideration of physiological oxygen environments, and particularly changes in oxygen tension, has relevance for the practical approaches to cellular therapies. STEM CELLS TRANSLATIONAL MEDICINE 2013;2:000 -000
INTRODUCTION
The prospect of cell transplantation therapies is an exciting one, especially for the field of neuroscience, where they have the potential to treat conditions such as Parkinson's disease, multiple sclerosis, motor neuron disease, and stroke [1] [2] [3] [4] . Currently, approaches are limited by a number of factors, such as the availability of material to transplant, cell survival following transplantation, and longer-term integration into the host nervous system [5] . Several studies have shown that the immediate post-transplantation phase has the most marked effect on survival, with many, or even most, transplanted cells dying during the first few days after transplantation [6 -8] . This is thought to reflect a variety of environmental influences, including mechanical trauma and anoikis related to preparation of the cell suspension, inflammation, trophic factor depletion, hypoglycemia, hypoxia, and oxidative stress [5] . However, the effect of oxygen in the cell culture environment on cell survival following transplantation has been only minimally explored [9 -14] . This is likely to be a highly relevant consideration when recalling that even in welloxygenated arterial blood the partial pressure of oxygen (pO 2 ) is only approximately 95 mmHg (13%), compared with 152 mmHg (20%) in typical cell culture incubators and a markedly lower average pO 2 in the brain of 23 mmHg (3%; Table 1 ) [15] . Thus, routine transplantation studies present a stress challenge as a consequence of an oxygen switch from 20% in vitro to approximately 3% in vivo [16] , which could potentially be reduced by maintenance at 3% O 2 throughout.
Several lines of evidence show that cell culture at physiologically normoxic conditions (1%-5% O 2 ) is advantageous in terms of stem cell proliferation, survival, and fate, with particularly marked effects on dopaminergic neurons and oligodendrocytes [16 -25] . One proposed mechanism for this is a reduction in the generation of reactive oxygen species (ROS) at low, physiological oxygen tensions compared with the more traditional, hyperoxic 20% O 2 culture [19, 26, 27] . As yet, however, the effects of culture at low, physiological oxygen tensions prior to transplantation have been only minimally explored.
An emerging concept in the development of effective cell transplantation technologies is that of hypoxic or ischemic preconditioning. Here, the principle is that exposing cells that have been cultured in hyperoxic conditions at 20% O 2 to a hypoxic insult, by transferring them to a low O 2 (0.5%-3%) environment for up to 48 hours
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STEM CELLS TRANSLATIONAL MEDICINE 2013;2:000 -000 www.StemCellsTM.com ©AlphaMed Press 2013 before transplantation (typically into models of ischemic disease), improves survival of transplanted cells and host tissue regeneration [9 -11, 13, 14] . Proposed mechanisms include induction of hypoxia inducible factor-1␣ leading to a reduction in oxidative stress. Chemical approaches to reduce oxidative stress have also been trialled, with pretreatment of rat neural precursor cells (NPCs) with minocycline prior to transplantation into the middle cerebral artery occlusion model of stroke leading to upregulation of Nrf2 and the battery of antioxidant genes that it regulates, translating to enhanced survival of the grafted cells [28] .
Potentially greater benefits could be derived by culturing cells at low, physiological oxygen (1%-5%) from the point of derivation until the stage of transplantation. This approach has been tested once with cardiac stem cells derived from human heart biopsies and expanded at 5% versus 20% O 2 [12] . Culture at 5% O 2 led to a higher cell yield, decreased aneuploidy and senescence, and a greater resistance to oxidative stress in vitro. Transplantation of the 5% O 2 maintained cardiac stem cells into infarcted hearts of mice resulted in improved cell engraftment and functional recovery. Furthermore, in what currently represents the only widely available "cell transplantation" treatment, in vitro fertilization, scientists have long since capitalized on the observation that the growth of preimplantation morulae is maximized at low (5%) O 2 [29 -31] .
Collectively, these observations provide a strong rationale to test the effects of oxygen in the culture environment on NPC survival and fate following transplantation into nonischemic models. We report that (a) neonatal rat cortical NPC cultures can be established and more readily expanded at 3% compared with 20% O 2 ; (b) these NPCs survive better in vitro when expanded and differentiated at 3% O 2 , compared with those expanded at 20% O 2 and switched to 3% O 2 for differentiation; (c) this survival benefit translates to the in vivo environment at 48 hours after transplantation into the adult rat hippocampus; and (d) stem cell fate is affected by the pO 2 in the culture environment, with rat cortical NPCs showing a greater tendency to generate oligodendrocyte lineage cells at 3% than 20% O 2 , both in vitro and following transplantation into the hippocampus.
MATERIALS AND METHODS
Reagents were obtained from Invitrogen (Carlsbad, CA, http:// www.invitrogen.com) unless otherwise stated. All animal procedures were performed in compliance with national and institutional guidelines (U.K. Animals Scientific Procedures Act 1986 and the University of Cambridge Animal Care Committees).
Isolation and Culture of Rat Neonatal Cortical NPCs
Green fluorescent protein (GFP)-expressing rat NPCs were generated from postnatal day zero (P0) to P2 Sprague-Dawley pups expressing GFP under the control of the ␤-actin promoter. Pups were anesthetized with ice. Brains were removed from the skull and placed in Hanks' balanced saline solution. The cortex was separated and the meninges carefully removed using a dissecting microscope. A razor blade was used to generate small pieces of cortex, which were centrifuged at 132g for 2 minutes. The supernatant was exchanged for 0.05% trypsin, and the tissue was incubated at 37°C for 20 minutes. Five milliliters of fetal calf serum and 2 ml of DNase (4 mg/ml; Sigma-Aldrich, St. Louis, MO, http://www.sigmaaldrich.com) were added to inactivate the trypsin and degrade any loose DNA, prior to centrifuging at 132g for 5 minutes. The supernatant was removed, the tissue resuspended in 2-5 ml of Dulbecco's modified Eagle's medium (DMEM), and a single-cell suspension was generated through gentle trituration. After centrifuging again at 132g for 5 minutes, the cells were resuspended in NPC expansion medium, consisting of 1:1 DMEM/Ham's F-12 medium, 2% B27, 1% N2, and 1% penicillin, streptomycin, amphotericin B (PSF) supplemented with 20 ng/ml epidermal growth factor (Sigma-Aldrich), 20 ng/ml fibroblast growth factor-2 (FGF-2) (Peprotech, Rocky Hill, NJ, http://www.peprotech.com), and 5 g/ml heparin (Sigma-Aldrich). A cell count with trypan blue exclusion was performed prior to seeding at a density of 500,000 cells per milliliter. Flasks were placed either in a 20% O 2 and 5% CO 2 incubator or a 3% O 2 and 5% CO 2 incubator, with oxygen displaced by nitrogen.
Neurospheres started to form 3-4 days after seeding. By 7 days, multiple, large spheres were present, and these primary cultures (passage 0) were passaged. A single-cell suspension was generated by incubation with Accutase (PAA Laboratories, Linz, Austria, http://www.paa.at) for 10 -20 minutes, and cells were reseeded at the same density as for primary cultures. Flasks were supplemented with an equal volume of fresh medium and growth factors after 3-4 days, and further passaging was performed at weekly intervals, by dissociation to single cells. A cell count including trypan blue exclusion was performed at each passage. At each passage, NPCs were plated for differentiation on poly-D-lysine (PDL)-laminin-coated 13-mm glass coverslips at a density of 40,000 -100,000 cells per coverslip. Differentiation medium consisted of DMEM, 2% B27, and 1% PSF with or without 10 ng/ml platelet-derived growth factor (PDGF) (Peprotech), 10 ng/ml FGF-2, and 5 g/ml heparin. After 2 days, 50% of the medium was exchanged.
In Vitro Model of the Oxygen Challenge Presented by Transplantation
Passage 2 NPCs (23 days in culture) were dissociated with Accutase and plated at 40,000 cells per coverslip in 30 l of differentiation medium, to allow adherence. After 30 minutes, 500 l of plating medium was added. Cells were either expanded and differentiated at 20% or 3% O 2 throughout, or switched from expansion at 20% O 2 to differentiation at 3% O 2 . For live-dead staining, NPCs differentiated for 48 hours were incubated for 10 minutes on ice with 4 M calcein and 4 M ethidium bromide in Dulbecco's phosphate-buffered saline. Four random fields from 
NPC Transplants
A single-cell suspension was generated from passage 2 GFP NPCs propagated at either 3% or 20% O 2 for 24 days by incubating neurospheres with Accutase for 10 minutes followed by gentle trituration. NPCs were resuspended in culture medium (without growth factors) at a density of 20,000 cells per microliter and kept on ice prior to transplantation. One microliter was injected into the hippocampus of 2-month-old adult rats (non-GFPϩ), using coordinates anteroposterior Ϫ3.2, mediolateral Ϫ1.0, dorsoventral Ϫ4.0; n ϭ 5 per group. Anesthesia was provided with isoflurane, and all animals received postoperative analgesia. Following completion of surgeries, the remaining NPCs were plated on PDL-laminin-coated coverslips in NPC expansion medium plus growth factors, for 24 hours prior to fixation, in order to confirm viability and NPC identity. Forty-eight hours after transplant, animals were perfused with 4% parafomaldehyde (PFA); brains were postfixed in 4% PFA overnight, rinsed with sucrose, and stored in 30% sucrose at 4°C for at least 7 days prior to sectioning.
Tissue Processing and Immunolabeling
Tissue was processed on a cryostat. Brains were placed in OCT embedding matrix (Fisher Scientific, Loughborough, U.K., http:// www.fisher.co.uk) and rapidly frozen on dry ice. Superfrost-plus charged slides (VWR International, Atlanta, GA, https://us.vwr. com) were used to collect coronal sections in a consecutive sequence at 20 m intervals. Slides were thawed at room temperature (RT) for 10 minutes, and a Pap pen (Dako, Glostrup, Denmark, http://www. dako.com) was used to draw a hydrophobic barrier around the sections. Several phosphate-buffered saline (PBS) rinses were performed to remove the OCT. Block (5% goat serum in 0.3% Triton-PBS) was applied for 2 hours at RT and primaries (Table 2) were added overnight at 4°C in 2% goat serum/0.3% Triton-PBS. Triton was omitted throughout for surface antigens (plateletderived growth factor receptor-␣ [pdgf-r␣], O4, myelin basic protein [mbp] , and ng2). Following three PBS rinses, appropriate Alexa Fluor secondaries (488, 555, or 647) were applied at RT for 1.5 hours at 1:1,000 in 1% goat serum/0.3% Triton-PBS/ 1:4,000 Hoechst. After rinsing off the secondaries, if colabeling with intracellular antigens was required, cells were blocked in 5% horse serum/0.2% Triton and staining continued as above. Coverslips were placed with FluorSave mount (Calbiochem, Billerica, MA, http://www.merckmillipore.co.uk).
Cells were fixed with 4% PFA for 15 minutes at RT and rinsed three times with PBS. Staining was performed as above, except that block, primaries, and secondaries were applied for 1 hour at RT in 0.2% Triton-PBS (Triton was again omitted for surface antigens). Negative controls were run in parallel with all immunostains, consisting of the same procedure but without the addition of primary antibody.
Microscopy
Cells and sections were viewed under a Leica (AF-6000; Heerbrugg, Switzerland, http://www.leica.com) microscope with appropriate filters for cell identification and counting. Confocal imaging, using a scanning laser confocal microscope (TCS-NT-UV; Leica), was performed to identify colabeled cells in sections. Typical stacks were composed of 10 -20 optical sections of 1 m thickness.
Quantification and Statistical Analysis
All experiments were performed a minimum of three times, unless otherwise stated. For in vitro cell counts, three coverslips (a total of 6 -10 random fields at ϫ20 or 10 -15 fields at ϫ40 magnification, selected with Hoechst) were analyzed for each experiment for each immunostain. Quantification of cell survival following transplantation was achieved through counting individual GFPϩ cells; a one in two series of sections was analyzed for each animal, and the experimenter undertaking the cell counts was blinded to the experimental groups until all counts had been completed. Percent survival was calculated by dividing the total number of cells alive at 48 hours by the number initially transplanted (20,000 cells). The two data sets fell into a normal distribution, and therefore a Student's unpaired, two-tailed t test was used for statistical analysis, apart from the 48-hour transplant survival counts, which were analyzed using a paired, two-tailed t test. p values of Յ.05 were considered significant. Data are presented as mean Ϯ SEM.
RESULTS

Rat Cortical NPC Cultures Can Be Established at Both 3% and 20% O 2
Cortical NPC cultures were obtained from P0 -P2 neonatal GFPtransgenic rat pups by splitting the cells obtained from cortical dissections into two halves and establishing neurosphere cultures at 3% and 20% O 2 , with a seeding density of 500,000/ml (Fig. 1A) . After 7 days in culture, the primary neurospheres generated in each condition were characterized. The majority of cells expressed both nestin and olig2, consistent with the reported role of olig2 in driving self-renewal in cortical NPC cultures [32] , with no significant difference between the two conditions (Fig. 1B, 1E ). Following differentiation for 5 days on PDL/laminin-coated glass coverslips, tripotential lineage commitment was evident in both conditions, consistent with an initial NPC identity (Fig. 1C, 1D, 1F) . However, significantly more O4-positive oligodendrocytes (25.9 Ϯ 1.4% vs. 14.9 Ϯ 0.9%; p ϭ .001), at the expense of glial fibrillary acidic protein (gfap)-positive astrocytes (34.4 Ϯ 1.3% vs. 42.5 Ϯ 3.2%; p ϭ .048), were generated following differentiation at 3% versus 20% O 2 respectively (Fig. 1F) . The persistent nestin expression after 5 days of differentiation overlapped with gfap, consistent with its recognized expression by astrocytes as well as undifferentiated NPCs [33, 34] .
Longer Term Culture of Rat Cortical NPCs at 3% O 2 Skews Differentiation Towards Oligodendrocytes
Given that rat cortical NPCs maintained at 3% O 2 for 7 days had a greater propensity to differentiate into oligodendrocytes than their 20% O 2 counterparts (Fig. 1F) , we next investigated whether this fate difference was maintained on prolonged culture (28 days), followed by 48 hours of terminal differentiation, remaining at either 20% or 3% O 2 throughout (Fig. 1A) . Growth curves showed greater numbers of NPCs at 3% O 2 by passage 3, on the border of statistical significance ( Fig. 2A ; p ϭ .050). The vast majority of cells generated after differentiation in either condition were oligodendrocyte lineage cells, although a slightly greater percentage were olig2-positive at 3% O 2 (94.7 Ϯ 0.9%) compared with 20% O 2 (90.0 Ϯ 1.6%; p ϭ .04) (Fig. 2B-2F) . Notably, the oligodendrocyte lineage cells generated at 3% O 2 were skewed towards more differentiated stages of the lineage compared with their 20% O 2 counterparts, with a shift from pdgf-r␣-positive precursors (16.9 Ϯ 3.3% at low O 2 vs. 31.3 Ϯ 3.7% at high O 2 ; p ϭ .03) towards more mature O4 (94.1 Ϯ 0.5% at low O 2 vs. 81.4 Ϯ 1.8% at high O 2 ; p Ͻ .0001) and subsequently mbppositive (19.0 Ϯ 0.9% at low O 2 vs. 6.7 Ϯ 1.0% at high O 2 ; p Ͻ .0001) oligodendrocytes (Fig. 2D-2F ). As expected, there was some overlap between pdgf-r␣/ng2 and O4 expression, but not between pdgf-r␣ and mbp expression (Fig. 2D, 2E ). Very few ␤-III tubulin-expressing neurons (Ͻ 0.2%) were generated in either condition (Fig. 2B, 2F ). Although only occasional gfap-positive astrocytes were observed, typically occurring in small clusters, significantly fewer were generated at 3% O 2 (1.0 Ϯ 0.2%) than at 20% O 2 (2.5 Ϯ 0.3%; p ϭ .003) (Fig. 2C, 2F ).
In Vitro Switch From 20% to 3% O 2 , Simulating Transplantation, Leads to NPC Death
Having established that rat neonatal cortical NPCs can be propagated at either 3% or 20% O 2 , we investigated the effects of the oxygen stress presented by transplantation in our previously established in vitro model [16] . Passage 2 NPCs (23 days in culture) were plated for differentiation as dissociated single cells in the absence of growth factors and maintained at either 20% or 3% O 2 , or switched from 20% to 3% O 2 . Ethidium bromide (dead cell) and calcein (live cell) staining at 48 hours showed a significant survival advantage for NPCs maintained and differentiated at 3% O 2 (70.3 Ϯ 1.3% alive) compared with those expanded at 20% O 2 and switched to 3% O 2 (61.7 Ϯ 2.7%) for differentiation ( Fig.  3A-3D ; p ϭ .007). There was no significant difference in survival between cells expanded and differentiated at 3% versus 20% O 2 throughout (p ϭ .13). 
NPCs Cultured at 3% O 2 Survive Better Than Those Cultured at 20% O 2 , 48 Hours After Transplantation Into the Adult Rat Hippocampus
The next step was to investigate whether the beneficial effects of continuous culture at 3% O 2 on NPC survival and oligodendrocyte fate in vitro would translate to the in vivo environment. Transplantation of 20,000 GFPϩ passage 2 rat cortical NPCs, expanded for 24 days at either 20% or 3% O 2 , into the adult rat hippocampus, yielded surviving grafts in five out of five animals in each group at 48 hours (Fig. 4A) . Quantification of the numbers of GFPϩ cells identified a significant survival advantage in favor of the 3% O 2 cells (Fig. 4B, 4C ; p ϭ .003). Overall, survival was roughly doubled from 14.8 Ϯ 4.9% to 30.7 Ϯ 6.0% by culturing NPCs at 3% O 2 . There was no difference in proliferation between the two groups, as assessed by Ki67 immunolabeling (Fig. 4B, 4D ; p ϭ .95).
Culture at 3% O 2 Affects NPC Fate Following Transplantation
Beyond effects on cell survival, and in line with the in vitro differentiation findings, rat cortical NPCs expanded at 3% O 2 prior to transplantation had a greater propensity (than their 20% O 2 counterparts) to differentiate into oligodendrocyte lineage cells at just 48 hours following transplantation. This is shown by their equivalent and high levels of olig2 expression (75.9 Ϯ 2.0% at low O 2 vs. 63.4 Ϯ 7.6% at high O 2 ; p ϭ .12) alongside a significant decrease in nestin (36.9 Ϯ 5.8% at low O 2 vs. 67.2 Ϯ 9.5% at high O 2 ; p ϭ .02) and a corresponding increase in ng2 expression (73.2 Ϯ 5.2% at low O 2 vs. 36.9 Ϯ 8.5% at high O 2 ; p ϭ .03) (Fig.  4E, 4G-4I) , which, taken together, indicate a shift from a neural precursor cell identity towards that of oligodendrocyte precursor cells (OPCs). Few transplanted NPCs generated gfap-positive astrocytes at this early time point, but this was more frequent in the 3% O 2 group (Fig. 4F, 4I ; p ϭ .04). No ␤-III tubulin-positive neurons were observed in either group.
DISCUSSION
The results presented here show that culture of rat cortical NPCs in a more physiologically relevant, 3% O 2 environment affects cell survival and fate, both in vitro and following transplantation into the adult rat hippocampus, with particular effects on the oligodendrocyte lineage.
Using an in vitro model of the oxygen challenge that occurs in routine transplantation studies, we found that switching differentiating NPCs from 20% to 3% O 2 caused significant cell death that was reduced by culture at 3% O 2 throughout. This is consistent with our previous report of the protective effect of continuous culture at 3% O 2 , using the same in vitro model but human embryonic stem (ES)-derived NPCs [16] . The significant stress caused by such changes in pO 2 has previously been used in in vitro systems designed to model stroke and oxidative stress, misleadingly drawing comparisons to a base line of 20% O 2 , representing hyperoxic conditions. Thus, oxygen-glucose deprivation models involve the transfer of cultures from a 20% to 0.5%-3% O 2 environment [35] [36] [37] , whereas other systems rely on the generation of ROS through the addition of agents such as hydrogen peroxide to cells cultured in a hyperoxic, 20% O 2 environment [38 -40] . Overall, the impact of physiological normoxia (1%-5% O 2 ) in neuronal stress assays has been largely overlooked [19, 39], which is likely to be a particularly relevant consideration when modeling conditions such as Alzheimer's, motor neuron, and Parkinson's diseases, where oxidative stress has been implicated in neuronal injury [41, 42] . This may be particularly pertinent to the growing use of ES cells and induced pluripotent stem cells carrying disease-specific mutations to model these conditions [43] .
Translating this observation to the in vivo environment, our data show that expansion of rat cortical NPCs at 3% O 2 rather than standard 20% O 2 culture conditions actually doubles survival in the immediate post-transplantation period, from 14.8 Ϯ 4.9% to 30.7 Ϯ 6.0%. At 48 hours after transplantation, proliferation would not be expected to account for this difference, and the lack of a significant difference in Ki67 labeling between the two transplanted populations indicates that the greater cell numbers found in the immediate post-transplantation phase of NPCs cultured at 3% O 2 compared with 20% O 2 reflects improved survival rather than increased proliferation. These advantageous effects of culture at low oxygen prior to transplantation into a nonischemic lesion are in agreement with a study based on human cardiac stem cells [12] , and other reports of the beneficial effects of "hypoxic-ischemic preconditioning" on human bone marrow and adipose tissue-derived mesenchymal stem cells (MSCs) [11, 13] , mouse bone marrow-derived MSCs [9, 14] , and mouse ES-derived NPCs [10] , prior to transplantation into ischemic models.
In addition to effects on survival, culture of rat cortical NPCs at 3% O 2 affects cell fate, both in vitro and following transplantation into the adult rat brain, with more oligodendrocytes generated in vitro and OPCs in vivo from NPCs cultured at 3% rather than 20% O 2 . The particular effect of low, physiological oxygen in promoting the oligodendrocyte fate from NPCs is supported by previous in vitro studies in humans and mice. Expansion of human neonatal NPCs (one line) at 5% rather than 20% O 2 resulted in a 17-fold increase in the numbers of oligodendrocytes generated, alongside a significant decrease in production of gfap-expressing astrocytes at 5% O 2 [21] . Furthermore, mouse cortical NPCs from embryonic day 13.5 embryos expanded at 2%, 5%, or 20% O 2 generated virtually no O4ϩ oligodendrocytes when expanded and differentiated at 20% O 2 , compared with approximately 5% at 5% O 2 and 18% at 2% O 2 [20] . The proposed mechanism for this difference was a The shift from pdgf-r␣ϩ OPCs towards more mature mbpϩ oligodendrocytes following in vitro differentiation at 3% O 2 is consistent with the single report that has looked at the effects of low (1%) versus high (20%) O 2 on the behavior of rat OPCs in vitro [22] . That study found that maturation was significantly more advanced in OPCs differentiated at 1% O 2 , as indicated by relative expressions of mbp and pdgf-r␣ after 7 days of differentiation (although there was no significant difference after 48 hours). It should be noted that in those experiments, OPCs were cultured up until the point of shake-off at 20% O 2 , thereby introducing two O 2 shifts: first from the brain into the 20% O 2 culture environment, and, after adapting to those conditions for 8 -9 days, second from the 20% O 2 to 1% O 2 culture environment. This contrasts with the rat cortical NPC cultures described here, where NPCs were expanded at either 3% or 20% O 2 immediately following preparation of the initial cell suspension. Despite these differences, the results of the two studies are in good agreement and suggest that further experiments investigating the effects of culture at low, physiologically relevant oxygen tensions prior to transplantation of OPCs into rodent models of demyelinating disease are warranted.
CONCLUSION
Overall, it is clear that oxygen in the cell culture environment is an important consideration when preparing cells for transplantation, both in terms of survival and fate, and represents one of several variables that should be considered when optimizing cell transplantation techniques. This finding is likely to be broadly relevant across the field of cell-based therapies.
